Validation of Ascl1-IRES-GFP construct by immunocytochemistry. hFL1 cells were transduced with a doxycycline-regulated lentivirus encoding for Ascl1-IRES-GFP at a multiplicity of infection (MOI) = 5. On day 11 of transgene expression, cells were fixed, stained for Ascl1 and analyzed based on expression of Ascl1 and GFP (unstained, endogenous) . Parallel cultures in which transgenes were never activated, did not show expression of Ascl1 and GFP. (A) Schematic timeline culture procedure to generate cells for the transplantation experiment, highlighting times in vitro and exposure to SM for different transplantation groups. (B-C) In an in vitro experiment these conditions and exposure times were mimicked, quantifications were performed at day 15 to estimate conversion efficiency (B) and TH yield (C) when cells have been exposed to SM for 2 and 7 days respectively.
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